The presence of aac(6')-Ib was determined by PCR utilizing primers and 16 conditions that amplify all known aac(6')-Ib variants (11). The amplification products 17
were digested with restriction enzyme BtsCI (New England Biolabs, Ibswich, MA), 18 which cleaves the wild-type gene but not the cr variant. Strains were also assayed by 19 PCR for qnrA, qnrB, qnrC, qnrS, and qepA, the other currently known plasmid-mediated 1 quinolone resistance genes, as described elsewhere (6) using the primers listed in Table 1.  2 150 of the 156 strains were still positive by PCR for AAC(6')-Ib, 6 strains having 3 lost the aac(6')-Ib gene on storage. None contained the cr variant confirming the 4 expectation that more than a few years of exposure to potential quinolone substrates 5 would be necessary for the enzyme to evolve to bifunctionality. None of the 156 strains 6 was positive by PCR for qnrA, qnrC, or qnrS, genes that code for pentapeptide-repeat 7 proteins that protect quinolone targets, or for qepA, a gene for a quinolone efflux pump. 8
Two strains from 1988, however, were positive for qnrB alleles, including a a qnrB8-like 9 gene in a C. freundii isolate from Brooklyn, NY and a qnrB9-like gene in a K. 10 pneumoniae isolate from Cordoba, Argentina. Neither allele was transferred to E. coli 
